1. Collect fresh human umbilical cord after full-term birth (normal or cesarean) with informed consent ( Figure 1 ) and transport it to the lab in an empty sterile 50 ml centrifuge tube on ice.
Copyright © 2018 The Authors; exclusive licensee Bio-protocol LLC. 11. After 48 h, give the first medium change with 2 ml of warm fresh MSC isolation medium.
Following this, media changes are given with 2 ml of fresh MSC isolation medium every 72 h.
12. After about 7-10 days, once enough cells have come out from the explants (Figure 3 ), remove the cord pieces using 1 ml blunt-end tips and add 2 ml of warm fresh MSC isolation medium.
Copyright © 2018 The Authors; exclusive licensee Bio-protocol LLC. 3. Add 1 ml of warm fresh MSC growth medium to the cells and transfer them to a 15 ml centrifuge tube and centrifuge at room temperature for 2 min at 500 x g.
4.
Aspirate medium, add 500 µl of warm fresh MSC growth medium to the cell pellet and suspend the pellet. Mix a small aliquot of cell suspension with an equal volume of trypan blue, and count the live (non-blue) cells using a hemocytometer.
5. As a next step, seed WJ-MSCs at a density of 5,000 cells/cm 2 in 2 ml of warm fresh MSC growth medium in a 35 mm tissue culture dish or any appropriate cell culture vessel. 6. For revival, remove a cryogenic vial with frozen WJ-MSCs from the liquid nitrogen tank and immediately transfer it to a beaker containing water at 37 °C.
7. Once the cell suspension has thawed, inside the laminar flow hood add 1 ml of warm fresh MSC growth medium to the cell suspension in the cryogenic vial and transfer the contents to a 15 ml centrifuge tube containing 3-4 ml of additional warm fresh MSC growth medium.
8. Centrifuge the cells at room temperature at 500 x g for 2-3 min to wash off the DMSO. 
